This purpose of this experiment is to isolate high quality RNA from pollen grains, which lays the foundation for further studies, like gene expression analysis and cDNA cloning. We describe a simple and robust method to isolate RNA from Arabidopsis pollen grains.
http://www.bio-protocol.org/e67 Vol 1, Iss 9, May 05, 2011 3. Hand-shake the flask vigorously for 2 min. 4. Filter the pollen suspension through 100 μm nylon mesh. 5. Collect pollen by centrifugation using 50 ml falcon tubes. (450 x g, 5 min, 4 °C). Repeat this step until all the pollen suspension is finished. 6. Transfer pollen pellet into a 1.5 ml centrifuge tube. You can stop here by storing pollen at -80 °C, or proceed to the RNA isolation steps.
B. Homogenization:
7. Put into liquid N2.
8. Homogenize pollen with mortar and pestles. Try to be as quick as possible at this step. 12. Shake tubes vigorously by hand for 15 sec and incubate them at RT for 2 to 3 min.
13. Centrifuge the samples at no more than 12,000 x g for 15 min at 4 °C.
14.
Transfer the upper aqueous phase to a fresh tube.
D. RNA precipitation:
15. Precipitate the RNA from the aqueous phase by mixing with isopropyl alcohol (Use 0.5 ml of isopropyl alcohol per 1 ml of TRIzol reagent used for the initial homogenization).
16. Incubate samples at RT for 10 min.
17. Centrifuge at no more than 12,000 x g for 10 min at 4 °C. 
